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mm 2002-18 7 479 ^s- v . 1/ 

t*#«Woch 1 i n«t«t»U ttB^Coc h 1 i nC»t 
[|g$£3] C o c h 1 i n^)#40«lB^ C o c h 1 i n<7)N*^7 

2 HIBIRO^ffio 

III** 4 ] C o c h 1 i n W#ft«>«ttB^ *M»«#tfefc * 0 frkft 

Coch 1 in N«7 7^>>Wffl^lTt)tLl>> »*3U 

^7 0 ^K^^tt^^^^^l^i-^-^*#^^^^ c o c h 1 in 

[Ht£97] tfcC o c h 1 i ntW(s*fe**41. , J w<*ftfflJ8tt*o 
.MH**8] ttCochli nttftmCochlin N*»7 9^ 

[W*^9 ] tfcC o c h 1 i nmtfmm&W&Wft I 2 K««OT 5 

f^Cochl in N^7^r^Mt*^ »**7Xtt8fcfS* 

i o ] »3jt£ 7 9 (DwtifrKmm.<Dftv >jimfc&%&&* 
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y^-V: 2/ 



[0 0 0 1] 
[0 0 0 2] 

M >Jtm (Perilymph fistula) tt. ftWUI^tft^'J VWlOT* 
(JER5SU |pnjR«5V*-f*L*X»±W#) *&v»l±f issura ante fenestram (fW 

« (EH-****) , OKH^W) fe*fcv>* 0 #** 

. < L**> 5UK 5 HIM-Mfc*^***? 

[0 0 0 3] 

L^LC^T/^WI^ «3k WrUS* 34,4,411-4 

25 (i99D) Kftotiifw^ mmmzm&mmmir&xm-*. 

[0 0 0 4] 

KHi"*«W*tffclttWMWlGj > *W»3k WBWHKi^ VOL.26, Supp 
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^-v 5 : 3/ 



1.6, 517-539(1983)) <, tfz, fcfi^liWW)-^* 9. afttt^fc^TJti 

tix^&ztZTtu mmwrV'&mm^^x&'<fzm.^t>$>2> (D.c.Fitzge 

raid, Ann.Otol.Rhinol.Laryngol., 110, 430-436(2001)) c ZfrhOZ t it, 
[0 0 0 5] 

JBSlfc Ufflv^it fcH^Lfc*^ (Thalmann et al.. Otolaryngology - He 
ad and Neck Surgery, 111,3,1,273-280(1994)) , GM1 (monosialoganglioside 
1) >/<«WftR*fc«& ( rGtt*ffiv»fc*i; 

41-43(2000)) ^ Prostagrandin D synthase fcJgtRfc ttfflv^ £ i: Srlt^Lfc 

(G.Bachmann, et al., J.Laryngol.otol. , 115, 132-135(2001)) , Transf 
errin^jiWJCbr^y V/"««IWIff (RauchS.D., Laryngoscope, 1 
10(4), 545-52(2000)) v^iBffft^^*^^^^ 

[0 0 0 6] 

cOCHii, ^ftttmmWM»l^^KHa^fcL.TRI5fe$*Lfc«e 
(N.G.Robertson, Nature Genet., 20,299-303(1998); NCBI 0MIM *-A"C-S* 
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^-v! 4/ 



(http://www.ncbi.nlm.nih.gov/)) o 
[0 0 0 71 

$g LT^ vrtM^^fett^CochHn07 p n^^-^j||^ff^fi : v>, Cochlin^3 
o<D#lfc&N5fe3ft&3#^ -etL-e*tt63kDa> 44kDa, 2St ^401^30^**^*3 
3ffiROT>f V7*-Ap63> p44. &r>p40k LT3PfiELTV»* CI k L 
tv^o N**^»±LCa (Trexler et al., Eur. J.Biochem. , 267,5751-57 

57(2000)) t m$frZ> ^v^-- ^ s £> . £*l2^KJLo^oTV*&DFNA9K|I1 

-tfttT^O. tOT>fV7*-Ai:tt#|Et4v^i:^S:*tUV^ (Ikez 
onoet al., Biochem-Biophys. Acta, 1535,3,258-265(2001)) o LfrU ±JB<& 
«#li^^rt^»lft©— ^^*^«*C*lW5fe (2D-GE) ici^^Drt-AM 

*tf o *> o k-t cochi m©ira w*** ^ ^ x * *< 

[0 0 0 8] 

Sfc, N. G.Robertson fett. Cochlin^-r^^^^MUTrtM^O^a 
iRSrfe^^iffvs rt^^tl*tt*CochlinO|&a^ov^-C»*f>rv^ (Hum.M 
ol. Genet., 10,22,2493-2500(2001)) . L*U 

geRO^^b^OjU^fSrffo-CV^lC-t^-f^ fl-V W^OCochlinO^K 
[0 0 0 9] 

[0 0 10] 

£tJiE# 2003-3060874 
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[0 0 1 11 

(2) ttV ^KMtt^itt^itiJMoWf^tt*^ 
wCochl i nOtttlMlU IfttBSJifcC o c h 1 i nOffttt^'J 5"< 

*^-prtm^«fci"*> (i) ^ib^^o 

[0 0 12] 

(3) C o c h 1 i nO^Ottai^> C o c h 1 i n<0N*S77^ > h 
iDft^SfiMlE^aitiifcCi *)'i=xt>*iZ>, (1) 3U± (2) 

(4) Co c h 1 i n^^ttl^ &^W^&^^ff*>*L&. (1) 
(3) (OMtt^tclB^cO^^o 

( 5 ) f&*m%&ff. wm<vsmm* : 2 crsko mse^-e^s *l 
in N«77yr/h»ffl^w, (4) iztmvyfi&o 

[0013]' 

(6) mm^w&m^r : 2 kib*w>t3 /•KWflftsw*'^^ Flc 

« tL^^M^S^III^-t-^£^^#^^^^^ Co c h 1 i n N**?? 

(7) ^Cochl i n#ufl#>'b)fc&fl- , J W<*t*ffiJBtt*o 

(8) ^CochlittW^Cochlin N«77^r/b» 
(7) KfBfconV >'<^WJB1**o 

( 9 ) ftC o c h 1 i n«GfWflEW*OBWi»» : 2 KlBftOT 5 /»K9HT? 
giZ fii # } ) K^**L&«W*5e*«rKHfc"t* ^ t ZmWLtt&foC o 
ch 1 i n N*t79^>h«#-C*4, (7) Xtt (8) fc|B*Ofl.i; > 
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^-v: 6/ 



do) (7) o) ^tL^jciaiRon 1 ; v^twfcfflJBW****^ ft 

[0 0 14] 

bodies - A Laboratory Manual (E.Harlow, et al., Cold Spring Harbor Labora 

o 

[0 0 15] 

^:|&^IC^V^-C> (Perilymph fistula) tit, Vl&WfcK&fct 

**v>l*fi8sura ante fenestra* aOTfc+*OW<&#«IR) (+* 

o 

[0 0 16] 

Cochlinkii. M4WHMstt»»TO««H)MB^fc LTnfcStLfcaWB* 
C0CHK i»)3-K§ & ^6 K"Cab & (N. G. Robertson, Nature Genet. , 20, 299 
-303(1998)) o *K 9^»©»WI^ 

-C, 3o«>JWr*N*«i*^ 63kDa. 44kDa, Xtf4(^<0fl«*:#"**3** 
07*y7*-Ap63, p44. p40kLXimt& (Ikezono et al., Biochem.Bio 



miE#2 003-3060874 



®m2 002-187479 



^—-7 : 



7/ 



phys.Acta, 1535,3,258-265(2001)) . WHItC^tllWEOEm : 1 
^iXochlinOT^/miSW*. Nature Genet., 20, 299-303 (1998) fc|B* S 
■CV»4K hCochlinOT ^ J WlWM^*> *) . *«Wtf^)T3 7 tt*3»lilfc£ 
ymc*»t*T5/»»^*ffl^*o #JxJ*\ H::i3V>:Cftfc;k&fc63kDaO# 
^*«r^"t-*T'fy7*-Ap63fc^»T5y mffi^J # It & T ^ / M#^25 
-550-e^ $ *t* T 5 7 msa^iJ J: 9 * * JTC* * . T 4 V 7 * - Ap44 fc ttifc 

r ^ y msB^J k# »t * r ^ v m#-f-i33~550-ea^ *t& t ^ s mm*] zvtc&m 

QK-C* »K 7 >f V 7 * - Ap40 (±7 ^ 7 B»^152~550-C*£ ^TVl 
K^J:0*&aE6llT**o tit. *T$SW0mK*»'C7$SW**l~~2 

[0 0 17] 

Z 0 JMWfiJCtt, T-YV7*-Ap63-C*J:v*U V7*-Ap44* 

L<l±p40-C*>i:<> **Le,079^>>J:')**»e**^*» J:v ^ *° 
r^V7*-Ap630N5|C3»^757^iB^I*'g'tf79^^^> (^T> 

fflv^tt^>o i77^>>tUfi, CochlinOT^f V7*-Ap630N*»«> 

- zomt-r x *> wmzMmiwtona** 

«£J£tT\ TCochlinJ bfolr 2> Z. bifilb Z> o 
[0 0 18] 

<f«fcLTii> #!;U£> FE3«t$ (Cerebro-Spinal Fluid ; J^T. £ 
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s<--J: 8/ 



tii rcsFj tfo-tzzttf&z) . jm, mm, ttwmz 

& (Dimwit* *>m&rr a £ k j: i) ^tt^&tL-cv^o * 

[0 0 19] 
[0 0 2 0] 

, 4 ~ 8 0 L < tt - 2 0 70 r*©tt»^T"Cfl«F LT* < £ 
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[0 0 2 1] 

& JSM&O +^ & ^ * , Cochl inO^^fc & "t" & * ^^"^ ^ 
tlJo JWWS^tt. Cochl inOffifiEOttffltt, Aft*»#ii;ttfroT«> iv^L 

t|TotUV>o £*l&<D*Tt>, *S&«fci3V*Ttt. 
I£#&^«IJSeV* (ELISA&) > ffc^S&^ftWfcfc 3bfe#L#&. 
[0 0 2 2] 

*JWI«>*ffi*ft*. BBW&ft«3S*fe (ELISA&) . ft*5l*ftft«5Kfe. * 
[0 0 2 3] 

^jW*fi#-C**ttf J: < , (1) ff'J**-^*^ 



fflSE# 2003-3060874 



!&m 2002-187479 



: 10/ 



^ il>l: (2) -b;vn-xm T#o-*^ffi#, ^'jr^'J^T^ Km 
[0 0 2 4] 

tx^. 1 9 8 3^, HJiift^fe* nmftiftifeJ , msm, u^mu, 1 9 

8 7*.*JH1MIMi r»eJWW»#W»No. 3 l *XftftM&&J , *i 
{UJK, 1 9 8 7^) jcifcccfi 1 } 
[0 0 2 5] 

Ottat**l«&«ifc* l ^**o *3Rftft«^ (EL IS Aft 

[0 0 2 6] 

[0 0 2 7] 
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^-v : 11/ 



-tfv^>\ V^v-a. ^n#:/-fe;K #jfiLSfc> >-V#> T;v 

[0 0 2 8] 

[0 0 2 9] 

[0 0 3 0] 

^> «r i: k"tr§& 0 
[0 0 3 1] 

C o c h 1 i nJfctf^fcJfc&fl^ W<*fcffiJBI»tf , *tt3tf'*o 
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fcttlft-r&tttf* (JftT. £*t* rtnlCochlin N^77^>bW 
[0 0 3 2] 

Sifc#fc i ^ tLS > KOftW £ J «K Cochlinfi*^ 

[0 0 3 3] 

fcg:t LTmLtz&n*M$iLXm^*lti£^o Wz-tf, TEpitope Advised 
t#Sv»TQ)chlinOT5y|MBW*JIMffU SWlSHSLtv^^ tt* 

[0 0 3 4] 
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^-y: 13/ 



[0 0 3 5] 

^i-^cochiin^^^r^/m@e^J*^^^^^^^ l '^ LTfflv ^ 
i^tis, jm^j^lt, flm*.rew*«new**: ior^/m#-^36 

-50 (SE?IJ#-S§-: 2) > 63-83 (@B^iJ#^ I 3) . 95-111 (@a^ij## : 4) . 1 
14-127 (@B^J#^: 5) > 137-151 (BBfllW- I 6) . 163-181 <K*IJ»* : 
7) -e^^tt^^V^^F^Wbtt^o ^!lx.{?> #LCochlin 

@B^'J#-^: lor^/m#-^36~50 (@B^iJ#-^: 2) . 63-83 (@B^J#^: 3) 
. 95-111 (KB!**: 4) > 114-127 QSffltt: 5) -c«$*t*#?;^^ 

w*»jffiL<fflv^*u r^ym##36~5o (mm^: 2) -c*$*L&#y 

^^K*»#tC«Ft L<fflV><btLSo Sfc. Wx.lt, r>f V*7*-Ap63. p44, 
p40O3oor-T V 7 t - A ^^EHL#^^^IWS^*«*^ 

r^/^#-^163-181 (@E?!J#-S§-: 7) ^7*^ K 

[0 0 3 6] 

klh (*-*-^ • u > ■ ^e^r-y) x BSA 

WaE#2 003-3060874 
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14/ 



stLxm^r, w-r^ Hbtct Y)fom^v v z^fe^'S 

Kit, KLHK. £f£ L< teSulfo-SMCC (Sulfosuccimidyl 4-(N-maleimidomethyl) 
cyclohexane-l-carboxylate) ^<DZL^1fc&<Dm&m*%.fc2*tX-? W 5 Wfc 

[0 0 3 7] . 

5yK */weyK n^v\ -V3r\ ®^trG# 

[0 0 3 8] 

&T*>;fri3c£* l)»UfflV^:i« tv\ Protei 
n7 f^77^ -luiot, ^y^n^'J >M^$r*Smi"^^'^ 
b^97-f-taotifl|[t^^fefWff>tlS^ Protein A£ 
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[0 0 3 9] 

Y«lf wMll^il^^^t^^ "/'J K-* rfcfER (Milstein et al., Nat 
ure, 256, 495(1975)) "T^o ig«*froT, tttELIStifc* 9 *X * > :/n * -r 

< LT«R*WW^y K-voWIJ:**?), l^/^-t^m 
[0 0 4 0] 

[0 0 4 1] 

tfe#0»fM-fcii> «Wrtt©BfH"C**ifc* l »*b<> F (ab 

' ) 2 . Fab' tkZifiWTh*'** F (ab' ) 2 - Fab' tit, -iAStrv 

?vy%, m&tmmm ^^^^ 

[0 0 4 2] 

miE# 2003-3060874 



#12002-187479 ^-v . 

^fSy^^7-f V^<D±m^m £ VL (LlpTfiil) ^ CL (L»& 
*«*) *fc**L*L RtfVH (HtflTMtW kCH/l (H«£1MW**«> 

tt^Lfe*W4 2 o«7 ?r*yl -fc^^o -*t<b 2 ^ 

tLT#f|B2o<7)F a b' Wfl*1?o4#ofct 0 9 
^^>h*«at-r*-i:^§*« C«77^V>^F (ab' ) 2^ v \ 

7o 
[0 0 4 3] 

[0 0 4 4] 

^fti^Coc h 1 i n ^tBXtiSit^»f:fe^^^-^^^o J*** 
ffl»***©K«ffl"C**^»ttffi#fct-Ctt, (1) #'J^^>» 

ffy^m fcftM £ *l & £ ? & tJc CTfllteO $5® <b * £ V - K 

n &&v^±^ fJFC (2) t;vn-^^fi#> r^n-^^» 

[0 0 4 5] 
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17/ 



/5>-fVf*f7*-h*0«*»^ 3 H . 14c, 125 I ^L< 5*1311^(7) 
[0 0 4 6] 

10 0 4 7] 

mt^tc o c h i i ntn:# <*©w*\ mmaM&k**** 
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^-v: 18/ 



[0 0 4 8] 

^m&alt sit # & o 

[0 0 4 9] 

HitStftotUw, Wiclf, ELISAfe«rfflv>TCochlin©lftm*ff J 7i*ai 

m*frtz-%mfc*^^ %(om^ iw*©cochiin*igB*s«fc*«>H*B 

[0 0 5 0] 

fc*. TEO*»«K*v»t, TSDSJ u^^s^iww-h;*^ TPBSJ *± 

Phosphate Buffered Sal ine> TDABJ \*3, 3' -Diaminobenzidine, THRPJ liHors 
e Radish Peroxidase&#J!fci~&o 
[0 0 5 1] 

Cochl in03«l<£> r^fV7*-At:MWJ^n-t /Ufifcfr tLX, T 4 V 
> V7*-Ap63#O f p44&i»r£^ l"tfcp63/44 
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^-v! 19/ 



T> £*t* r^Lp63/44/4(«L#J fcttSii:* 1 **) 03^i4rf^Kt^o 3fi 
[0 0 5 2] 

(1) ftIK* 1 ; F©T 3 y^SB^iJ^M^ 

OCochlin^T ^/M@5?0 (N.G.Robertson, Nature Genet. , 20,299-303(1998) 
;Ikezonoet al., Biochem.Biophys. Acta, 1535,3,258-265(2001)) 

o a^w*fcoTtt, TEpitope AdviserJ (gii^^fAivy-TV 

fNKffi OffiHC *° V -7* K £: L T t± T ^ V 7 * - A p63<£>N*>SS K&fct &15T 5 

/Hi^s^j^K (iesw-^: 2) taRU. £*ut, se^m^ie^'j 

: 1 <DT ^ 7 St#^36~50^ffl^-f*o trL P 63/44tlL#^ffl^t»LlI^ , J ^ 
T^KfcLTtt. 74 V7*-Ap44©N*»tw^fiEU T >f V 7 * - Ap63XZfi> 

: lOT5/m#-^137~151^^) fcSiRLfco «j)63/44/40t/t# 

[0 0 5 3] 

(2) ifcftofNK 

[0 0 5 4] 

t-f. tHB^tf^^KlOn* (80%) **^Mfc9^Sfc* 9 K 
LH ij^yf .A^yT->) 2mglC % Cys (V^T'f^) 
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^-s?: 20/ 



s*tfc#y Kfc-Miu ctL*fflv^o do&a&Efc, ^t^nwt 

T2«fflffllH^tHlBlJGf£Lfca*> 3®BO«Bf1stf>&fc:i;i\ ELISA& 

, Protein A^»»$*LftfiiJflL»©d *>80XfflS*«r. CNBrMft^^l-^-fe^ r n 

[0 0 5 5] 

(3) 8Mttf>4WMStf>i*tt 

[0 0 5 6] 

OmglCStU TK^-eimlO^SJftffim (Complete mini Ca(-) (Boehringer Mannhe 
iitfttft) 1 tab£> 10ml PBS. 0.5%SDSfc&»L;fc&«>(pH7.4).) *i&&DU 7^ 

«Mtt**lSSt? v^^-M- 1000g*C15^MS'C,^«l b 

[0 0 5 7] 

^V7 * - Ap63£K«feLTV*& - titzo ^63/44tfc#*ffiv>fc»flf 



ailiE# 2003-3060874 
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^— 5>: 21/ 



©j*#*fflV>*Uf . rtM»t«-r*3mil©Cochlin©T>f V 7 * - A 
[0 0 5 8] 

(i) t^i^^^^^^^ 

( i ) sample bufferOffS^ 

1M Tris-HCl(pH 6.8) 18.75ml, 2-mercaptoethanl 15ml, glycerol 30ml, 10% 
SDS 6.9ml, 0.1% bromophenol blue 3ml *»**»!*T^10<Wfci« 
Lfco *^M(i> 0.188M Tris buffer, 2.39mM SDSo 

[0 0 5 9] 

( i i ) size marker <DMM 
r&JRaHMX*7-#- (prestained protein marker weight standards, High 
ranged*** ft^HlX * > ^- K I Cat. No. #26041- 

020 (Gibcott^) ) 1 vial£> 500^ lOlnM DTT. 10%glyceroH'^ U 5#K 

[0 0 6 0] 

( i i i ) running buf f er<7>p$l 

Tris Base 15g/l, Glycine 72g/l, SDS 5g/l*MilliQ (MILLIPOREttm) *fc 

Tris, 192mM Glycine, SDS lg/KpH 8.3)t?fflv^ 0 
( i v ) transfer buf f ertf>iHlS 

3.03gTris, 14. 4g glycine, 200ml Methanol *3M*K»#U ft^m25m 
M Tris, 192mM Glycine, 20% v/v Methanol (pH 8.3) t L/c 0 
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[0 0 6 1] 

(v) washing buffer t LTJi, 0.1%Tween FBS(pH7.4) *ffiv*fc 0 
(v i) blocking buff er<DmWk 

dry milk (*flJ|±***A 5 /I/*) *, f MWi:^^iM:0.2» tween 
in FBS(pH7.4)£&#Lfco 
(v i i) antibody dilution bufferOHM 

dry milk (»flm«* * A S ;V * ) fc&afcj&bmfcfc* J: 9 K0. 1% tween 
in EBS(pH7.4)fci&#Lfco 
[0 0 6 2] 
(v i i i) 

30g Trichloroacetic Acid, 30g Sulfbsalicylic Acid, 2g PonseauSfc 100ml 
OMilliQ*K»J»U ^b ^fflOlOXgitiiUo |6ffll*JCMilliQ*-Cl(HS 

(i x) DAB«t©SW4 

DABill^ ffl«FlH*t"Cfflv^o DAB lOmg (lOmg tablet ; Cat. No. 049-22831 
(Wakottil) ) £20ml<7)50mM Tris Buffer (pH7.6) KteMfc. 30% H 2 02 20// 1 
«])llL/; 0 £*L*0.45/<m<D'74/l'*- (MILLIPOREttM) XMMLXfrbm^ 

tz 0 
[0 0 6 3] 

(2) im<omm 

|&£$|8RS*Lfcl: >rt^K»»*r»l*U a^S180mglcMLTlml<7)mS»ai^ 
(Complete mini Ca(-) (Boehringer MannheinrfiM) 1 tab&, 10ml PBS, 0.5%S 
IBfc**Lfc*«>(pH7.4)) fc^PU 77f^-r^t-M^^*W 

ttTto dtt^2^mrj f o.5 / zifflv^co ^r/^i^ AHWt£ 
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[0 0 6 4] 

# (H*7^-tT^ Oft) £*)BX) frbWBLLtzft^mmsOmgKttLT 
> TlC'^'^lmlO^SJfiffi?^ (Complete mini Ca(-) (Boehringer Mannheimttl^) 1 
tab£> 10ml PBS> 0.5%SDSfc?g#LfcfcO(pH7.4)) Sr^iDU ^T'fa-T'^ 

^t-si/fa«^ h ^ (GHi^tm) srfflv^-cfiiRwic^jaaft^qaie 

fii<^iWyx^-H^ 1000gt?15^W>S'£,^ltLT, #«btt 
fc±»*rt?SeSSF$fc tfco d*L*0.5/<l/Bv>;fc o fty >^fi> fiaH«r«II^ 

*>2^ lSrfflv^o 
[0 0 6 5] 

#fftfl-O#4200lwWUT. .±IB (1) tif L ^sample buffer £85, 2-merc 
aptoethanl&150«|<£-CiB#U »»$*fco Ktz^mMmm^X:^ 
frffi-i y^-^-Y LtzWi, ^^^LT3000rpm"eiO#K^C^SIU, &15 

[0 0 6 6] 

( 3 ) ^ y r * y ;vr * vrn'tofsMSto , 

#tnl#^mffl it, 15%*° V T * V ;VT * Wis {VT<i ; iffi73mmxi|il 
80mmcmXj?£lmm (Bio-Rad*±$£) ) ffSfcfcjyB (2) ^W»Lfc#i*»$gFifc£ 
T^^fU m^Sl^ffi (Bio-RadttS) ^ftt> _tffi (1) "eWRLfcr 
unning buffer £ LTMfr^fo £ Q ft»ti:60£\ 27mA[ 1 WO*ffr*>1t «J ] 
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[0 0 6 7] 

(4) w^>yn >V\Z ZZffitif 

±ffl (3) K&^rm^mtoZft^fcy^Sfo*^ -tta (D -?iiS£L/ctrans 
fer buffer fc-ffiffi UT\ 100Ve90#RU ^hDHr;vn-^l (0. 45// m ; Cat.no. 
#162-0145 (Bio-Radtt^) ) IZZtL^tilfcWLtZo 1&&mWi£LX\tV 
:/n>y*- (Bio-RadttlSD SrJB^fco 

<g^, -hn«fe^n-^Jjtt#VV-*fe*^5«-|BI*b/i^ MilliQTfce 

[0 0 6 8] 

h n-fe;vn-*$|3#C&, y fth1z*> ^blocking buffer* 

Wtf litSl^o - tt Swashing buff er-C5#ffl. 3®«ltf£U ^*fe$l 1 *C 
fWUlW^^^« l»t Ltii, tnlCCLtrL^tiantibody dilut 
ion buffer-eiOOOf&K^m, ^p63/44^#5.^p63/44/40*fC#:{i|WJbuffer^ 
500-f§K^LT> -ett-rttl^fcToo^ bn-fe;vn-^Jg|^jjnL^o RJSfi> 
^£^fcri*<b2B#KfTo;fco 
[0 0 6 9] 

#^tt^Rft^M^> Itflfiwashing buffer? 1 5#Bk 3EI«5»-Lfc&. 2#: 
MtC^lS^oJto 2#dft#fc LT»i> ^^rfi^anti rabbit IgG antibody 
(HRPUR ; Cat.No.p-0448 (DakoftiQ ) lifffBant ibody dilution buff ertr 

hing buffer-C15#K, 3B**Lfcfc, ±IB (1) ^W»LfcDABifcfc&J&S* 
[0 0 7 0] 

v*T> F»g^jaj»Oiftffi^"e63H>aO/"?V K (H^O^cEp-e^fv^ K) ***** 
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fl-V vvWi^lSfc/tV KttIf>^^^^o 3fip63/44/40#L# 
£Jflv>fc#*f-CtiU ^:T(7)tii^@<7)|*lMM?ftm^^*3V^-C63kDa. 44kDa> 40kD 

[0 0 7 1] 

^p63/44^#^^p63/44/40^#:^{4^^tL^v^h^<b> 7>f 
[0 0 7 2] 

( 1 ) m^^clftS.^^ r^^n^rr/ ^ffl^lwiSSl 
t^T> ±fB2SJfc0fl 2<D (1) troaifctTfrofco 

[0 0 7 3] 

(2) mm-vmrn 

t h<o4>^^i#s^'j lt, csf. jfiLtt, few. 
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10 0 7 4] 
[0 0 7 5] 

[0 0 7 6] 

, #*200^fr_h|3 (1) ^P^L^sample buffer £85, 2-mercaptoethanl 
a^-fUt, ^H^*PLT3000rpmT?10#^^C^IL, #15^1&^IRL 
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[0 0 7 7] 

( 3 ) #'J7^'JA'T5 K^;vm^,^16 

15%#V V >UT 5 K^;V (Vf-f ^;VJ ; $E73mmXiI©80mmcmXJ¥£lmm (Bio 
-RadttM) )K_LfB (2) t«l^#^I«:7y7^U S^gj^S (B 
io-Rad&i!D KmmLX, ±lfl (D "Cp^L ^running buffer Zitm LXmfo 
Zft^fZo ^U(i60^> 27mA[l*5c<7)y;V^)/i^]-efi : o/io 

[0 0 7 8] 

(4) v^x? yyu ytfizz&mffi- 

Jiffi (3) lC*5V^Tm»i*^ffo^^*. Jiia (D -eMt£ ^transfer 
bufferSHtffiLT, 100VC90^> ^>n-fe;vn-Xl (0. 45^ m ; Cat. no. #16 
2-0145 (BioRadttSSD ) t^ft^o K^f t Ul^x^^n-^- ( 
Bio-Rad*±$D &JBv^ 0 

[0 0 7 9] 

^ ^iff^tfj^jS* y ^ -f&tztb ^blocking buf fer4» K41CT? 1 Lfc 
o £. tl Swashing buf fer^5#F^ 3@«fci£U lWfcR^?*^ l<fc#L#t 
LT(^ mjCCI^L#*antibody dilution bufferT?1000teK^LT> -hn-fe 

[0 0 8 0] 

2##b#fc LTti, ^SlSfcanti rabbit IgG antibody (HRP»») (Dakottm 
; Cat.No.#p-0448) £\ lufSantibody dilution buff er^l000fgH^L/3 ^> O 
Srfflvs ^tft^-fr^^^l^KKS^^o Cltt^lrlSwash buffer-C15^*K. 3 
Hl^t^/ffc^^fe^^ > (ECLplus; 7vytA77JWyT^tT7 
Zm^Xik^ytmt. §&£.Liz*sri-n'*y 4 M (Kodak Scientif 
ic Imaging Film ; Cat. No. #165-1454 (KodakttM) 

•ttHW*. *l<0Well No. l~12©^7*nyhUmB^>n^ 

miE# 2 0 0 3 - 3 0 6 0 8 7 4 
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n-^R^o^rttftia-W. Well No. 1 3-2 4 0^^7 h Lfc2#tg<7> 
^hn*;vn-*J^^-iCf±lB#l^ L£ Q Well No. 2 5-3 6<Vfm*7v 

[0 0 8 1] 

fS**EI2~4K^L*:o H*. ¥^±^^±^l^>Well No.*, TOfB 
*tt-tOWelUw«$*L*:K»«r^**-o H2»«l<BWell No. 1 ~ 1 2 
□ ^ L3tltfcBO^>n*;vn-^m, 0 3tiWell No. 1 3 ~ 2 4<Ott^*^ 
hLfc2tfeB<D->n-fe/UU-*HU EUttWell No. 2 5 ~ 3 6^*^ 

#K»om»iMBi^«tfe < 9-V'/^*. Well No.. Xtfifir 

[0 0 8 2] 
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ITT 11 XT ^ 

Well No. 


f*i|Sl-*U 1) 




t hflg^ftflK (CSF) 1-4 


4-7 


7 


— 


t bjflf 1-3 


8-10 


3/100 


— 




12 


7 


— 




X 1 


3, 14 


2 


+ 


X5 


15 


2 


+ 


X50 


16, 26 


2 


+ 


X 500 


17 


2 


— 




FL 


18 


2 


+ 




1 


19,27 


2 


+ 


2 


20, 28 


4 


+ 


3 


32 


0. 5 






1 


21, 35 


10 




2 


36 


10 


— 




1 


22 


2 


— 


2 


23 


2 


— 


3 


24 


2 


— • 




31 


10 


— 




34 


2 


+ 




1 


29 


10 


+ 


2 


30 


16 






2 


2 


+ 




11 


0. 5 


— (63kJ2+) 




1, 13, 25 







[0 0 8 3] 



t: YW) >;1 (AlFW^Mff (I2I203> H13<91 4~ 1 7> EI4026) > 
^HI^mW«?L (B301 8) , 9> 2 0> HI4^2 7 

> 2 8 £#3 2) . ft* (04O3 4) W<) "Cli* 

5H^V^/N-*^J^Lfc^i^^ (H3014-17) i.D> fcl^fc 

T'&vtz (B402 9#»tt, 3 0^i1t) e *-x-/Hpf (03©2K H4 
<7)3 5, 3 6). BmW** (IH3C02 2-2 4) , (HU«>3 1 
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) 0*Jft#0*TOi*«[ttl!fett*C*ofco t>CSF (fe|2<7)4~7) , K hJfitff 
(IH2<7)8~1 0) , tMt (02O1 2) ^flrTMfcffl 3 K 

[0 0 8 4] 

9 v^ 1 ; >/<-Ctt J ^ J ^(BO|£v»16fcOa«)/<>' K# s $tth £ ttfc (112(7)2) o 1^ 
ftn > f n-;l/t^^ ^^^I6f Mi^±7-f V7;i--Ap63fc#x-£>*i&6 
3kDa^/^^ K^ffi$*L/i^ S 6 S: S "C & & *M C o ver exposure t & 
, mM%lfrrf& < mffz iM:I?>^ (02O11) o 
[0 0 8 5] 

3 4) ^*et±. >7^^Bt^4.C^»cO7ta6^^j60kDa^T;V7^ >tf 
[0 0 8 6] 

torn I-****, csf. jflitt. »ffitt*^*o*^aHH*^ 

[0 0 8 7] 

[f&9§ <£>$&:£] 

ffl»*oJW*i&*#«-«>fc5£*fH £^*-C§. ^«*«r^C§ <&mirZ>Zt 
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[0 0 8 8] 

[Eft*] 

SEQUENCE LISTING 

<110> Nippon Medical School 

<110> Mitsubishi Chemical Corporation 

<120> A method for detecting Perilymph fistula 

<130> A21400A 

<160> 7 

[0 0 8 9] 
<210> 1 
<211> 550 
<212> PRT 

<213> Homo sapiens 
<220> 

<221> SIGNAL 
<222> (1)..(24) 
<400> 1 

Met Ser Ala Ala Trp He Pro Ala Leu Gly Leu Gly Val Cys Leu Leu 

15 10 15 

Leu Leu Pro Gly Pro Ala Gly Ser Glu Gly Ala Ala Pro He Ala He 

20 25 30 

Thr Cys Phe Thr Arg Gly Leu Asp He Arg Lys Glu Lys Ala Asp Val 

35 40 45 

Leu Cys Pro Gly Gly Cys Pro Leu Glu Glu Phe Ser Val Tyr Gly Asn 

50 55 60 

He Val Tyr Ala Ser Val Ser Ser He Cys Gly Ala Ala Val His Arg 
65 70 75 80 

Gly Val He Ser Asn Ser Gly Gly Pro Val Arg Val Tyr Ser Leu Pro 
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85 90 95 

Gly Arg Glu Asn Tyr Ser Ser Val Asp Ala Asn Gly He Gin Ser Gin 

100 105 110 

Met Leu Ser Arg Trp Ser Ala Ser Phe Thr Val Thr Lys Gly Lys Ser 

115 120 125 

Ser Thr Gin Glu Ala Thr Gly Gin Ala Val Ser Thr Ala. His Pro Pro 

130 135 140 

Thr Gly Lys Arg Leu Lys Lys Thr Pro Glu Lys Lys Thr Gly Asn Lys 
145 150 155 160 

Asp Cys Lys Ala Asp He Ala Phe Leu He Asp Gly Ser Phe Asn He 

165 170 175 

Gly Gin Arg Arg Phe Asn Leu Gin Lys Asn Phe Val Gly Lys Val Ala 

180 185 190 

Leu Met Leu, Gly He Gly Thr Glu Gly Pro His Val Gly Leu Val Gin 

195 200 205 

Ala Ser Glu His Pro Lys He Glu Phe Tyr Leu Lys Asn Phe Thr Ser 

210 215 220 

Ala Lys Asp Val Leu Phe Ala He Lys Glu Val Gly Phe Arg Gly Gly 
225 230 235 240 

Asn Ser Asn Thr Gly Lys Ala Leu Lys His Thr Ala Gin Lys Phe Phe 

245 250 255 

Thr Val Asp Ala Gly Val Arg Lys Gly He Pro Lys Val Val Val Val 

260 265 270 

Phe He Asp Gly Trp Pro Ser Asp Asp He Glu Glu Ala Gly He Val 

275 280 285 

Ala Arg Glu Phe Gly Val Asn Val Phe He Val Ser Val Ala Lys Pro 

290 295 300 

He Pro Glu Glu Leu Gly Met Val Gin Asp Val Thr Phe Val Asp Lys 
305 310 315 320 
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Ala Val Cys Arg Asn Asn Gly Phe Phe Ser Tyr His Met Pro Asn Trp 

325 330 335 

Phe Gly Thr Thr Lys Tyr Val Lys Pro Leu Val Gin Lys Leu Cys Thr 

340 345 350 

His Glu Gin Met Met Cys Ser Lys Thr Cys Tyr Asn Ser Val Asn He 

355 360 365 

Ala Phe Leu He Asp Gly Ser Ser Ser Val Gly Asp Ser Asn Phe Arg 

370 375 380 . 

Leu Met Leu Glu Phe Val Ser Asn He Ala Lys Thr Phe Glu He Ser 
385 390 395 400 

Asp He Gly Ala Lys He Ala Ala Val Gin Phe Thr Tyr Asp Gin Arg 

405 410 415 

Thr Glu Phe Ser Phe Thr Asp Tyr Ser Thr Lys Glu Asn Val Leu Ala 

420 425 430 

Val He Arg Asn He Arg Tyr Met Ser Gly Gly Thr Ala Thr Gly Asp 

435 440 445 

Ala He Ser Phe Thr Val Arg Asn Val Phe Gly Pro He Arg Glu Ser 

450 455 .460 

Pro Asn Lys Asn Phe Leu Val He Val Thr Asp Gly Gin Ser Tyr Asp 
465 470 475 480 

Asp Val Gin Gly Pro Ala Ala Ala Ala His Asp Ala Gly He Thr He 

485 490 495 

Phe Ser Val Gly Val Ala Trp Ala Pro Leu Asp Asp Leu Lys Asp Met 

500 505 510 

Ala Ser Lys Pro Lys Glu Ser His Ala Phe Phe Thr Arg Glu Phe Thr 

515 520 525 

Gly Leu Glu Pro He Val Ser Asp Val He Arg Gly He Cys Arg Asp 

530 535 540 

Phe Leu Glu Ser Gin Gin 
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545 550 
[0 0 9 0] 

<210> 2 

<211> 15 

<212> PRT 

<213> Homo sapiens 

<400> 2 

Thr Arg Gly Leu Asp He Arg Lys Glu Lys Ala Asp Val Leu Cys 
1 5 10 15 

[0 0 9 1] 
<210> 3 
<211> 15 
<212>. PRT 
<213> Homo sapiens 
<400> 3 

Ala Val Ser Thr Ala His Pro Ala Thr Gly Lys Arg Leu Lys Lys 
1 5 10 15 

[0 0 9 2] 
<210> 4 
<211> 19 
<212> PRT 
<213> Homo sapiens 
<400> 4 

Lys Ala Asp He Ala Phe Leu He Asp Gly Ser Phe Asn He Gly Gin 

15 10 15 

Arg Arg Phe 
[0 0 9 3] 
<210> 5 
<211> 21 
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<212> PRT 

<213> Homo sapiens 

<400> 5 

Gly Asn He Val Tyr Ala Ser Val Ser Ser He Cys Gly Ala Ala Val 

15 10 15 

His Arg Gly Val He 
20 

[0 0 9 4] 

<210> 6 

<211> 17 

<212> PRT 

<213> Homo sapiens 

<400> 6 

Leu Pro Gly Arg Glu Asn Tyr Ser Ser Val Asp Ala Asn Gly lie Gin 

15 10 15 

Ser 

[0 0 9 5] 
<210> 7 
<211> 14 
<212> PRT 
<213> Homo sapiens 
<400> 7 

Leu Ser Arg Trp Ser Ala Ser Phe Thr Val Thr Lys Gly Lys 
15 10 

[mu 
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[02] 

J:51!WftfclS*«r^i-o HI*. 1-1 2©")x;vffit fa Ki|Blfto#** 

^tB $ tt & tf» o CI t £ ^i"o 
[03] 

J:OUF*fbfe*l**^i-o 0^ I3~2 4^)^x;vff(i, ^1K§B*W>&* 

fi&ffi £ ttfc ^ o i t £ tf1t 0 
[04] 

^(D-romwt, r+J t± 1 6 kDaosest^w^tL/icifcSr^u r-j 
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[#»&] 

[mi] 



El® 



1 1 1 ^-t?^^ 

7i 

2 .0 2 0 2 0 2 
5 '5 '5 




tfCp63/44/40fei;^ 



h- h V 

0 2 0 2 0 /"? 
5 '5 '5 2 



MW 



54 • . 



200 'tyMXMsm-'/--- 1 

29 



14 



63k 



16k 



JjiLCCLtrti* 



MW 




63k 
44k 



*ap63/44tn;j* 
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[HI 2] 



1 2 3 4 5 6 7 8 91011 12 



16K 




63K 



■9- ^ 

I 



I t» h h h h hh 5/ h 

a ess fiw m m Jin Jin. jm ^ m 
«niin i 2 3 

* ft ft ft ft 
112 3 4 



16K-> + + 
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[0 3] 



16K 



13141516171819 20 21 22 23 24 




v-xxxx^zz^mmm 
linn? -? = m&& 

I 1 5 5 5|1 2 1 tf 3 
O 

16K— + + + - + + + 
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[IH4] 



25 26 27 28 29 30 31 32 33 34 35 36 




16K— + + + + + + 



totiE# 2 0 0 3- 



3 0 6 0 8 7 4 
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